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[» #sc 1 3 ^sb^m * ic » *3 * mfc*m&mM g #«s^fg k m t> & m. 

IB, RNA Hi *«$gfg i3 <fc tf *&tt5^**^Sftv^flt«:»)a 
[»#^4] rna###«ss (-) itRNA?^;v*fif$fc-r*fc£;i*:£4f$t£ 

jWCfE*©RNA 0 

[St##6] RNA#-fe>#>f ^>f/b^S*-e, MgeStlCfB^I-SStfc^-tf 

[»#3®8] af^i-vovA-r^Kiaa^oRNA&^-t-*, ^rna&« 

agb*^««««lCJ: *J«RNA€:»a©»IjeK:'653i'r*ifc* ? 1?*S«lia. 

JfiWeK^"*"* - ^HMDNAfc-^frDNAe 

[||510] ff^l ~4©^-f*l2MC|B^©RNA£, fc^ 

[fl^ll] »#£5flB«©RNAfc, «»fe-£*fcV^>f /l/*«3tfcfc 
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[1^14] efcauiMfcSSBKfea-K*******^*-^* 
C*^*, 2*fettl 3CK«©*##«:»3S"r*fe«>®e^. 

i 6 ] a)at5j?gi i - 5 m>-rnjwcia*tf>RNAt> b < w:srna<z>c 

RNA, *fcttKKNA%b<ttSEcRNA€:^'&^U^S3.-y b 

b)»RNA%b<»»cRNA©1l»JC^5l«fc»*^ * fc tt3*#*# * 

a.— y b 

b 

CD 3 y bo 

[ 9 ^17]- a)»#^6*fett7K:K«©RNA*,U<tt*RNA©cRNA, * 

fc»SERNAt>U<tt»cRNAS:^'&*RL/-5SrL=.y b 

b)-fe>4f>r v-o^m?, p/c, LsaRo-r^t, *fettR5aR»*^*^ 

"5 £>^L—V b 

s] a)tMi osfcfctti 1 (m^1 ^ :a^;fr^CgH«<D^-&#^C'g• 
i;;ft&RNA=b b < fcSRNAOcRNA, * fctefgRNAt b < ttScRNAfe b ? 3. 
— V b 

b)f£RNA=b b < ttfRcRNA©«KlC&Sfc»3Ra^ * fctifKS*i¥«:£^*l^ * 

2 ffillW 1 11-305984 



4f 10 — 227398 

0>Z^-&Sti*rV b. 

■5 5^- V b 

0>3#&-g-tf3f ^ b.. 

© 2#Sr-^tf^r ^ b» 

[fjNt*2 1] a)3IMl2ffettl3lCffi«©*^ft 

© 2#£"^tf :3 f'y b» 

[»#3I2 2] it#3U 6«a*©a),b)a3J:r;c)©3#S:*A 

[»#3U 3] «£l*tC, 7ffi«<Z)a),b);fe£tfc)<Z>3#£^A 

[f^2 4] St##l 8fB«©c)0?g^lC, 8SBlS<Z>a)£J:tf 

b)©w#fc#A-r*ifcK:j:y. 0**1 2 i s 

[fl|:£#2 6] «#*2 0ffi*©a) 2 0 f3*tf)b) 

[ft#£2 7] »#£2 l|S«©a)©IS^flcS:, fM2 1 fE«tf)b) ©?g 
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[0 0 0 1] 
[0 0 0 2] 

[ft3fc©&ffi] 

[0 0 0 3] 

mi tit. *-*mm^<»mMmis£Tfmmizm^*u&^T^ 

[0 0 0 4] 

/<?#-*qi&£*lTV^(D.Yu£>, Genes To Cel ls,2:457-466 , 1997 , M.Hasane> 
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#5p 10-227398 
, J. Gen. Virol. 78: 2813-2820, 1997) . ^"e*. *^^#?>l*. 

tf®m* tKMcD&mmmmzm-tz (-) ftRNA^^^^^^-sr-t-ctc 

§§3gbTV^ (HK^BB9 7/1 6 5 3 8 %&M) . #I£*H 

[0 0 0 5] 
[3!0J!#8?& b i: e> i: -r SIS0] 

[0 0 0 6] 

HS#ptti-ei£5fib&V^ ££Hv^L> SSSIUfctt, jWie«SglB, RNABft«ISfg 

mm-? % 3 1 jc j: *; ©st^ & * ©amis ic^itt- -e^stg^j 

[0 0 0 7] 
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m ¥ 10—2273 

-rfefct^ ujvx^tz-zmmzmmtmxzy^ 

[0 0 0 8] 

t. e> m h v^#^ zn-i r=. << * * * - £ VN ? - £ s - 

[0 0 0 9] 

srh^tts. -r&t>t>, mmftizmv&tobtifcv^ )vx*t 

Ma^Tb^aL/fe^^'f^^ (Measles virus)!*, iBS&fi-?-©J&J*# 
«IIJiStt^^ffi3iS4xSii:^«^Stn:v^(T. Cathomene>,EMBO J. 
,1998, 17: 3899-3908) 3© ?>f /]/* fc'** # ~ £ LT^E"f£ "TfgttlCO 

[0 0 10] 
[|8^©H5fe©^ffi] 
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/j$;qz 10 — 227398 

? V >f ;i/*^©(Paramyxoviridae) ©•£>#>( ? >f (Sendai virus), "a. 
-jjyXJl&VJ fr* (Newcastle disease virus), fcfc^ < frif 9 >f /I/* (Mump 
s virus), tfHfctf>f (Measles virus), RS?-* (Respiratory syncytial 
virus), ^^>f (rinderpest virus), V^Z/rt- V 4 (distemper v 
irus), h ^ ? y ;i,;*5$(0rthomyxovir idae)©>f >y;i/X>1f ^7>f ;V^( 
Influenza virus) , 9 ^ K # >f /l/*f4 (rhabdoviridae) (DTkM&O \H0k?A '/U* 
(Vesicular S), 4 (R abies virus)^#W£n<5o DItfitf- (J. Vi 

rol. 68, 8413-8417(1994)) *©*^S£9 >f /I/*** ^jftUfc* U J* * 

(-) ^RNA^^xiibTte, j^ab©^*^©*^/^^* 
(-) «RNAtf>f/l/:*€:J8v*T%«fcV*. ilfiglAft: (-) |RRNAtf>f/I/ 
fefciL«^ffiS«JCBB#-r«*^«:^tt^^^y * RNA©^*** 

mmmm^&ztcMz. ^©a^y-fcacasLfc*©^ 

[0 0 1 1 ] 

^^ORNAi:MaKi:©«^^^^^ RNA ^ tasaov^*,**©* >r 

* fe * >f A * ©cDNA £ I- * © * * ^ ^ T'^^i" 

Sii:jcj:»;#«r ij^-e^*. r©i:^#e>ti-5RNA», ffi5fc-r&?>f;i/*© 

[0 0 12] 

■fe>*>ftf>i;i/*©*H^ ra^KtcBBtoSJte^J NP, P/c, L© 

v^r*i^©»-e : f-e*y< r-e#A(cHt>*ac^j m, f, hn©v^*i^ 
j ttm^i-*^ mmm'mti} «^#t-&o it^ot, ai^mcm*^©* 



7 



mtiE^¥ 11-305984 



/j^sp. 1 0 — 2 2 7 3 

£^£c2-ti:fc-fe >#*>f ?^;i/*z£fc©RNA&. #18380) r^-s-flcj {c<g-£:n£j& 

[0 0 13] 

•fe>#>f tf>f/H*®»^ M*^©***^^^*^ ?-<f;i/*©RNA£ 

/<n-^*iiiK:»ft©»ftc«aibe>*j:.e>a!ift*H^ y#>K. 

[0 0 14] 

^M30202)lCfcVM:kL RlBS^U R21B^U © WKl. 6 ©^I&©&*«*1-£12 
^J&JfA-f SifctfS*^* (Journal of Virology, Vol .67,No. 8, (1993) p. 4822 

-4830) „ Rimn^^^mm<D^y±y^^mmt^ti^n (5' -agggwbaawgd- 

3') (5'-DTAAGAAAAA-3') T*&£. ffAbfc^ttfcfc^©^**** it 

iz^v^^rnak^tw:, #AM#NP«te^£j£wi:£\ #Asnfc 
at-e^©^**^ ^ - ^ ^ ^ x v ' * • 

[0 0 15] 

fc^ftKl^jriSRNAKlii- FSixfc^**^^ i©«£#&»l]!BlC«$G! 

#fc'fr?-€:3&3§l3-& i©»^ r(Z>«^tt>ifll©^ ^^^^ 
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10—227398 

I 

[0 0 16] 

(+) mm^wjfi^Tte^snss^^^^s&^is^ri: 

#$g^#lCj;oTffiig£nTV^A.KatoP>,Genes To Cel Is, 1'- 569-579, 199 

6). ztibtolkGifitevtiTa) (-) *RNA^>f /i/xs*«tcaffl"e^«>fc» 

Rge>^V>^ TO (-) «RNAtf>f;i/;*S*J*fc:lRbT*>, #f8if«CDlB«l*I^ 
[0 0 17] 

a)»*^l~5©V\"rtl3^K:IB«©RNA=fcl/<ttKRllA©cRNA 
*feliKRNA%b<ttStcRNAS:^«b^S3.-'y b)^RNA=fe b < tt^cRNA 

ot , »#gil0*fcl3:l IKK*©* ftflMStt* RHAe*MMH**3J:tfifc* 

[0 0 18] 

##§f8tt. a)»#^l 0££ttl 1 ©V^-rtl^tClB*©*^^*^ 
SRNA& b < &f£RNA<Z)cRNA, £ fcttttRNAfc b < ttScRNA&^^b 5 £rL- y 
K b)KRNA%b<tt»cRHA©«18JC^S«;»*^ ^ttSBHfcS&^Jfcb 

e,^rL-^h, c)i#si4«Bi©ii> ©3 mcbb-t*. c)©« 

£ft&Ca)&tfb)£#A^£3£:lCJ:oT, 1 0*fcfcfcl 1 lCfB«<Z>> ffllB 

rna s &&agtt *s * vmm&mti zm-?z> z m 2 * v ^ & 

[0 0 19] 

*#g^^, a)»#£l Oifcfctil !KlgE«©tt^^ b)fj|#^14fE« 
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[0 0 2 0] 

ltry Sci., 65, 1445-1458 (1986), Bio/Technology, 12 ,60-63(1994)] , 
[0 0 2 1] 

[0 0 2 2] 
[0 0 2 3] 



mSE^^ 11-305984 
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j^TKi^Jt-r 5 -T © 5 >f 4* - a 5MB¥?1Ht£fS*3 * # W 

ft^SlCliTakara Ligation Kit Ver.2 (SiBJttk . Takara Blunting K 

it (£jB3t*t) asJ^tfciAP (l£?@mt) S:**i^*iMv%, 3Sffi©^n h=i;wc& 

^ifcCiyffJ&ofc. «*KW©*ftK:li, if>^-^(F.Sanger,Scie 

nce,214:1205-1210,1981)£mv^o 
[0 0 2 4] 

BP£glcDNAT?S>S P UC18/T7(+)HVJRz(A.Kato^,Genes To Cel Is, 1: 569-579, 19 

M3t^&^frClaItf/t£pUC18/T7(+)HVJRz.fc UHUKU pHSG396(S?S 
atfc)©ClaI*>f MC»A-r«ifcK:J:ypHSG-M-CC (H4) £»fc 0 pHSG 
396 £ ApaLI T*flJ Wr U fc» /l/^^-S/a^'TiifcK.fcyAp 

aLIgpe$:^^S^fepHSG396-dA (04) fefNBbfe. P HSG-M-CC©M«e^ft* 
frEcoRI- BamBI^T^S:, P HSG396-dA£EcoRIfc<J: BamHIT*HMM33£fl& V 
M$:^ofe%0}C#At5Itia^ pHSG-dA-M-BE (H4) 

[0 0 2 5] 

49«er©-£jft*- U =f S * l/^ F5* -ggcgatatctatagattccctaagttctcatagtagat 
gtgcaccggca-3' (EAU>*-F) (IS^j#^ : 1 ) ^ <k ^5' -tgccggtgcacatctact 
atgagaacttagggaatctatagatatcgcc-3' (EAU>*-R) : 2) fe^Sfc 

U T - - ;i/®a^pCR2 . 1 U > ^ h U V x. > til) IC» A-T £ 3 IC J: y pCR-EAL 
fcfls»Lfc. ^AWi^COJaiSBB^Ktl-^fey^**-^*'*®^^- 
[0 0 2 6] 

P CR-EAL£EcoRVfcJ:tfApaLIT?«»TU 'J >*-W^«:«Ufflbt. P HS 

1 l flS§E4f ¥ 1 1-305984 
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G-dA-M-BE £ EcoR V 23 & tfApaLI T^#T b =fc © IC±|B U > # ~ A"t Z> ZL £\Z 
pHSG-dA-dM-EA-EB£#£ 0 
pHSG396&EcoRI-e«Wfl/, 5f5»¥?lftffilftt^7 5 >f tf- * 3 >1* * Z £ JC 

>fb^a^-fe ;!/ 7^>f^-^3>-r*ifctCJ:y EcoRI & * tfBamHI 0 fS«J WffiPffc & 

&$febfc:79*^ FpHSG-dE-dBS:#fco 

Mite^-^^tJClal^Tn^pHSG-dE-dBOClalglSfeJCjiALpHSG-dE-dB-M-CC&^P 

^b£» pHSG-dE-dB-M-CCfcEcoRIfciitfBamHI^ETbfcfctfMC, pHSG-dA-dM-EA 

-EBJ: »J«J »J £ bfcEcoRI- BamHI|#T# &if A"T & ZLLK&V pHSG-dE-dB-dM-CC£ 

P HSG-dE-dB-dM-CC©ClaI^T^r$:, P UC18/T7(+)HVJRz©ClalSP&lC}f A bfc^ 
KpHVJ-dNEA&*S5bfc. JgilJi©#ai^^r-AS:H5K:3<Lfc. 
[0 0 2 7] 

mfc^tpommm®^ Bsgi^m^^m^n^ m»^©&*#**»k:» 

jh3 FV^ffi^-rft^^Kllgtfbfe^UrfJt^ l/^KM-l(5' -ttaaaggcctaaacc 
gatctcagaattacg-3' ) (®J?U## : 3) £ <fctfM-2(5' -tatcattccctgtctcagcctgcc 
-3') (K#J#-f : 4) fcPCR ^>fV-tbTiK pUC18/T7(+)HVJRz£g#M*: 
bTPCR^/Sfcffofce PCRjg^&pCR2.HC* 0-->*~U pCR-M&fcfc (H6 
) . 

pCR-M©*3SSE^I &5t3«> pCR-M£StuI £ J: tfXcml ©ffifHI8»*T?*M b Wt 
# £ >!f ;b fr*> EUK U PHSG-M-CC & StuI £ <fc Xcml <D |3M»mT^3l b % © 
lC#Abfc„ #£>ft£:^^ KfcpHSG-dM-CC£#£bfc. pHSG-dM-CC£ClaIT' 
flJWf Lt#&^fe»r>i5:> P UC18/T7(4)HVJRz(Z)ClaIgpfelC#A-r & 31 iHC «k »J , 
pHVJ-dM£#fc 0 J^_L<D«ii*3f-A£M6lC;^bfc= 
[0 0 2 8] 

[HK#S 4 ] «fe jftMcDNA & JB V > fc 

^£§ff(WT), M^^S(dMEA), N*MS(dM)©#cDNA&ffl*8#»*:bT\ 
^^ 0 fc 0 ;i/;**fcttM»^©fc# : &b< ttfcfcbfc-fe:'*' 
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#32. 10 — 227398 
>T V A JV 7 (DcDNA frh t> -f ;i/**fc-7- £ #fl£f&-T £ It #> tC J£*T & M V* fc„ 

t*) fciaftiOcB©^;*^ WC2xlO 6 0M^ 10%FBS(^^Hlf- 

r-^x^tt)&*t?MEM«%(^f^=iif-T--»/x,n/tt)it>-e, co 2 sx, 37^©^ 

01 (Multiplicity of infect ion) #2 £ & £ <}: O lC8xl0 6 pf u/ml ICPBSIC T L 

iz.n~7 t — v s*RNAsif y * 9 — e & «rtB t? * $/ - y # -f /i/* ^ * 

# _ ^ vTF7-3 (T. R . Fuerst £ ,Proc . Nat 1 . Acad. Sc i . USA 83 : 8122-8126 ,1986) <Z)i§ 
[0 0 2 9] 

cDNA»»fe*tJ*«lS:JKT©J:^K:^3abfe. £1% 
-y^lCFCS (^KJSJfilW) &-&*3QiV^0pti-lIEM««I(^f^'=ilf-r-^/3i/l/*t)5 
OO^l^Atl, -£CD«fiC-fe>*">f ^7>f ;i/^cDNAlCfi*-tS^^^^ FpUC18/T7(+) 
HVJRz, pHVJ-d{iEAfc<fctfpHVJ-dM<Z)e> t> V^*Vfrt>£o<Z>;/^;* ^ h\ pGEM-NP, 
PGEM-P^3 J:tJ f pGEM-LCD4S®^'^X$ ^^1^4x20, 5, 2.5fc i^wgf^ 

*n^.fc 0 $ e>lC50/tt h (SuperFect) (3r7^>*±) £2in3-. ^ 

?SlC20#;fifctf l,fc 0 ^-CD^lCOpti-MEM^^lOml^^inib, $ ICRif ampicinfc «fc 
y^Cytosine arabinoside(Ara C) fc^^^tlJ^SlOO g/ml£ J: 40 m g/ml £ 

, _hfficDNAj«?R€:$tf*«I=fe-7 s *>^-S/a>K:J: U^AUUfe^, C0 2 5k 37TC 

«%SJ:t5iHllJfi&— »lCUT15ml^«lC^Ufe. 1200rpnu 5#©SS4>ft, 
_h»&IJfcSU ffiJRLT^S*Bli&&200/U<Z>PBSK:!B»Lfc. 
[0 0 3 0] 

^ >r )v 7. tfnmm s <x & & m -r £ & #> &c ; & whip £ as v * £ 

&ofeo £Sjfiflj4 iCJSV^Ttt^flfc, 200^ l©PBSJC^?Sl/fe*fflBa$:lxl0 7 MBa/ni 
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Z*l£J|KfcPBSlCT#fflU lxlO 6 . lxl0 5 iffllB/ml 
fNKbfc. r©JB»*%100/tiro»WI»IP©10HIPK:^ffi!l<fcy24G©a»«- 

& « y * y ^ 10ml © y > ^ & * i8G©&*w- & m t * u fc. 

<0*lJt S:ff o fc. HAT y "fe ttJSIT © «fc ? ICff o 

A|£©96^^1/- h©2^B^&12^B*T?50/il<DPBSS:4H£Ufc. 1#!@IC 

3 #i a ©PBsjcinitsiff -r * ^ £ k j; y 4 bfc. mm 

omit ZiWiV Mir »J zH»#JR*#I&f£Kbfc. 
[0 0 3 1] 

-T^tcdJUk:, PBST*#«Rbfe50/*i©i% &ft$jftL (n*=e/W **±) fcinx. 

^^©cDNAfcLTtt, I££M(pUC18/T7(+)HVJKz;WT), M*SlS(pHVJ-dM ; d 
M), £J:tfMfc^(pHVJ-dMEA; dMEA)«:ffiV*fc. M#£c§2tCO^T tiU 2 El©ft| 
«tfg*(dMEA2-li3 J: dMEA2-2) . 



HA?S4£ 



WT (gF£S!) 


>16 


dM (*tRg) 


<2 


dMEA2-l(fc4fcS!) 


<2 


dMEA2-2(#3cM) 


<2 
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[0 0 3 2] 
[HSfeM 6 ] 7 ^ - ? m^lOft 

CV-HSISS, 63*^1/- h (n V-f # D^b- h6well) &C5xl0 5 

HJgM4 icfcv\T*^iftlc#£>;ftfcLLCMK2jffljB&S:, lxl 0 6 $mjg/ml <fc 5 IC 
PBSlCT*3WbTHHilS»*»[«:^»U, 1.5mlV>f ? n ^a-^ (l*^>K^7 

tt) {cioo/ii-fo^bfco ^Stfclii»*0-^ft, -8ox:, io#©&*g 

is i # ^a©* 3^p^-r>^a^-b-r<g> mm&M j: & tt&gMB&ft & 

■7*/>#m& Lt~±m<D%i%lMmMmmoo v, l £S« U I5#r £ lc?££fT^ 

e>i±fc#e> i iTOiife. &e>;fr£&^45T;ic#?sb'r;J5^fci% *?t£^tfi 

xMEM.0.1% BSA.Rifampicin lOO/Ag/ml, Ara C 40 a g/ml .Trypsin 0.75 /t g/ml £3 
mlMU t*3S#H*ofc«, C0 2 5%. 371C©2k#TT?5HISa*#l/ 

ig^, ^5*c©-fc^£>@5fe?& (i*;-*:B9 = 5:l) «fcl«lj8U;*., 90^^ 
SlC^«L^o »c£J&<;i&£, 200 tiKDTS. F-f^Vtmm (0.5% Amido Bla 
ck, n#J-)V: »K:tK = 45 : 10 : 45) £#tl*-, #IHfl&£l££i-r 

[0 0 3 3] 

r ©*g^£ JS*T©^t 2 <fc tf0 7 ic^ b fco 
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38 


22 


14 




2 


4 


2 


M^^§?(dMEA2-l) 


27 


26 


60 


M^^M(dMEA2-2) 


32 


38 


42 



[0 0 3 4] 

tf>f ;i/*tf>cDNA£ LTte, ^£M(pUC18/T7(+)HVJRz) % M^ffiM(pHVJ-dM). £ 
-^RSaBJfeLfc. >^-#©gfcttx S/3 >LfeLLCMK2MflSlXl 

*#T#*3fc*t#R^SnTV*S#(Hasaii et al. f 1997), M^^cMlCRI LTl± 
[0 0 3 5] 

(07) . 3©:/^ IWJ^FtC^T 
ofe»tt*fM (07 ; WTlfe<fct>*WT2) IC £ ^T7£f£ ^ ^W^M© ^ - * ICfcb^ 

[0 0 3 6] 



{iiSE^^ 1 1-3059841 



*j$3|2 10 — 227398 



v**rfc#Btt*TT?«§£3ttfc (0 8) . 

[0 0 3 7] 

^V-^^bfc ^-^&^bfe6^^l/-h&. 3-7Uml<Z>PBST— -El 
8fc#«U ^KlftfRbfcStM^^ ^n-^«t#S:200/ilS*U 37iC©C0 2 >f> 

^ a /<-^-rt-e45^iia«abfc. i»i©PBs-esiaiSfci*u ioo^ic#m 

bfeFITC|g#mv9^IgGm# £200/i Iff U H«llC45# 

tSHRSLfc. lml©PBST*=|I!&?§^ #3*lnl©PBS&m*U S*3fe£fMEtt*T 

^£#£^t?y HgGjjvft (ICN Biomedicals*!) tC^X-> HHtft©*^ &ff & ra 
[0 0 3 8] 



mSE#¥ 1 1-305984 



#3p 1 0-2 2 7 3 



[0 0 3 9] 

yAt tbTWiiiML, MMSK» j e©»fl'*>i:l/T*lBflSa)p«g{l![^e>F > 
09) o 

[0 0 4 0] 
[^©Js&HI] 

SEQUENCE LISTING 
<110> DNAVEC Research Inc. 

<120> RNA virus vector with contact-infiltration capability 



HiiiE#¥ 11-3059841 



43¥ 10 — 227398 



<130> D3-002 

<160> 4 

<210> 1 
<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> EcoRV-ApaLI linker 
<400> 1 

ggcgatatct atagattccc taagttctca tagtagatgt gcaccggca 49 

<210> 2 
<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> EcoRV-ApaLI linker 
<400> 2 

tgccggtgca catctactat gagaacttag ggaatctata gatatcgcc 49 

<210> 3 
<211> 30 
<212> DNA 



ffi§E4#¥ 11-3059841 
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<213> Artificial Sequence 
<220> 

<223> A primer used for generating a stop codon within M gene of SeV. 
<400> 3 

ttaaaggcct aaaccgatct cagaattacg 

<210> 4 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> A primer used for generating a stop codon within M gene of SeV. 
<400> 4 

24 

tatcattccc tgtctcagcc tgcc 

[si] 

7s ^ FpUC18/T7(+)HVJRz(D#^$:^'t"®"e&^> = 
[02] 

■fe y *V U ;i/^cDNAtCfeW&M3te^««. *S J:tf n - >tt 

[S3] 

H-e«>*. A©_hatt^>4f>f^>r^^yyA©*5gS:*u. np, P(P/C), m, f 



fflfE#¥ 11-3059841 



^p. 10 — 227398 

at-fis^ ic & w- & &s & m -t o 

[H4] 

[05] 
[06] 
[07] 

(dMEA2-lfe <fc t£dMEA2-2) <£>£§5l£:^t\ 
[08] 



1 1-305984 



10—2273 



[09] 



1 1-3059841 



IftyL 10 — 227398 



mm 

[gii] 




PUC1 8/T7(+)HVJRz 
181 54 bp 



[02] 



1 



ffifiE#¥ 1 1-3059841 



jjf 5p 1 0 — 2 2 7 3 



I 



TAAGAAAA/j C TTj(VGGGTGAA"A|GAAATTTCA CCTAACACGG CGO ATGGCA |GATAT<t TAT/ > 



.ECQRV. 



GATTCCCTAA GTTCTCATAT GAGGATAACG GTACTGTGGA GCCCCTGCCT CTGAGAACTd 
GTCCGGATAA GAAAGCCATC CCCCACATCA GGATTGTCAA GGTAGGAGTC CCTCCTAAAC 
MGGAGTGAG ATACCTAGAT TTATTGCTCT TGGGTTTCTT TGAGACACCG AAACAAACAJ, 



CCAATCTAGG GAGCGTATCT GACTTGACAG AGCCGACCAG CTACTCAATA TGCGGCTCCli 

GGTCGTTACC CATAGGTGTG GCCAAATACT ACGGGACTGA TCAGGAACT C TTA/ 
3sal, 

r,nCT rAf,AATT|f G GTGAGGAGGA CTGTTCGAGC AGGAGAGATG ATCGTATAO , 
Xcml . M-2^^-f^r— 



TO — 



fGGTGGATTC GATTGGTGCT |CCACrCCTAC CATG(f TC Aq ft CAGGCTGAGA CAGGGAATGi i 



[AJTTAATGC AAACAAGGTC GCACTAGCTC CCCAATGCCT CCCTGTGGAC AAGGACATAA 
GACTCAGAGT GGTGTTTGTC AATGGGACAT CTCTAGGGGC AATCACCATA GCCAAGATCC 
CAAAGACCCT TGCAGACCTT GCATTGCCCA ACTCTATATC CGTTAATTTA CTGGTGACAC 
rCAAGACCGG GATCTCCACA GAACAAAAGG GGGTACTCCC AGTACTTGAT GATCAAGGGC 
\GAAAAAGCT CAATTTTATG GTGCACCTCG GGTTGATCAG GAGAAAGGTC GGGAAGATA 
^CTCTGTTGA GTACTGCAAG AGCAAGATTG AGAGAATGCG GCTGATTTTC TCACTTGGG" " 
TAATCGGCGG TATAAGCTTC CATGTTCAGG TTATTGGGAC ACTATCTAAG ACATTCATGA 
GTCAGCTCGC ATGGAAGAGG GCAGTCTGCT TCCCATTAAT GGATGTGAAT CCCCATATGJ > 
A.CATGGTGAT TTGGGCGGCA TCTGTAGAAA TCACAGGCGT CGATGCGGTG TTCCAACCGi; 
CCATCCCTCG TGATTTCCGC TACTACCCTA ATGTTGTGGC TAAGAACATC GGAAGGATG , 



_ ApaLI 

GAAAGCTGTA Aft TGTGCAq C CATCAGAGAC CTGCGACAAT GCCCCAAGCA GACACCACCT 



GGCAGTCGGA GCCACCGGGT CACTCCTTGT CTTAAA|TAAG" AAAA/jCTljAG GGATAAA(f 



60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
720 
780 
840 
900 
960 
1020 
1080 
1140 
1198 



IB 3] 



2 



1 1-3059841 



NP P 



M 



10 — 227398 



HN 




H-1 11-2 



Stu\ Xcm\ 



StiA Xcm\ fcoRV 

X r X. 1 H- 



Stul XcrrA 
+J 



/*paLI £coRV *paU 



EAU — 



EcoRV^ApLI «)Br 

EcoRV >*paLI 
1-/ 



M3tfc^*5fc£! (dMEA) 



WT^3tK5»J CAG GAA CTC TTA AAG Gc"c TGC A()c GAT CTC 371 

dtt£SK5»J •♦• ••• • ••• «AA ••• ••♦ 

WTTSyKEJiJ Gin Glu Leu Leu Lys Ala Cys Thr Asp Leu 110 

tM~7 S y HSJ5U ••• ••• •• Ter 



E 

EA'J — 



GGC 
CCG 



EcoRV /\paU 

TAT AGA -TTC Ca AAG TTC TCA TAG TAG ATE TGC AC 



SAT ATC 
ITA TAG 



GGC A 

ATA TCT AAG GGA TTC AAG AGT ATC ATC TAt ACG TGfe CCG T 



3 
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[04] 



4 



11-3059843 



#3JI 1 0-227398 




BamHI 
Cla( 



EcoRI 




PUC1 8/T7(+)HVJRz 



BamHI 

. EcoRI 




ApaU 



ApaLI 




ApaU 



pHSG396 
ClaH2J»T 



EcoRI 



EcoRI 
Clal 



pHSG396 



BamHI 
pHSG-M-CC 



ApaU «JWt 



EcoRI. BamHI 3) Bt 



BamHI 



ApaU 



BamHI 
EcoRI 




EcoRI. BamHI 3D »t 




EcoRV 



P HSG396-dA 



EcoRI 



pHSG-dA-M-BE 



5 
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[05] 



6 
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4f ¥ 1 0 — 227398 



O 



EAU>*— F 




pCR2 pCR-EAL 



BamW 



ApaU 





ApaLI, EcoRVtOW 



BamW 



EcoRV 



ApaU 

ApaU.EcoRVtOK 

Stul 




PHSG396 -b^^-fy-^3> 



Oal 




ApaU 



pHSG-dE-dB 




BamH I. EcoRHZJBr 




EcoRl 



Oal BamHI 
EcoW 

pHSG-dE-dB-dM-CC 



PUC18/T7(+)HVJRz 




pHVJ-dMEA 



mil#¥ 11-3059841 



4f 5p 1 0 — 2 2 7 3 



# 



[0 6] 



8 



ffi§E#¥- 11-3059841 



#3* 10-227398 




pHVJ-dM 



9 JtiiE#¥ 11-3059841 



1 0 — 2 2 7 3 



[09] 




ffiSE#¥ 11-3059841 



ijfsp. 10 — 227398 



mm 



1 



mSEW^l 1-3059841 



4$ sjt 1 0 — 2 2 7 3 




2 



#JI2E#¥ 11-3059841 



#5)2 10 — 227398 



[ftfSA] 



595155107 

< 1 T B 2 5 # 1 1 

#»A 

100102978 

««JR±S rtfBPSr l - l - l M$co<t£tf;i/6Pg 
Iff* *JiS 



100108774 



- 1 



c-=><k£^;i/6i 



l 



mSE#¥ 11-3059841 



1 O - 2 2 7 3 < 



in i a i i i s 



MJS# [5951 55 107] 

1. f£X$U!B 1 9 9 5^11^ 1H 

ft ffi «*JRtXtf*«t^lTB2 5f 11# 



i 



1 1-3059841 



.f 
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